(C) Shown are mitotic lysate containing either dominant-negative hisRab11(S25N) or constitutively active his-Rab11(Q70L) that was then incubated with purified polymerized tubulin. Significantly more Rab11(Q70L) localized to a polymerized MT pellet than dominant negative Rab11(S25N), (n=3, p<0.001).
(D) Centrosomes/spindle poles were isolated from mitotic or interphase cells, spun onto coverslips and stained as indicated (Mitchison & Kirschner, 1986; Nakamura, Arai, & Fujita, 2009 ). Rab11 (red) localized to primarily one of two centrioles in both preparations, whereas centriolin (red) localized to primarily one centriole during interphase, but both centrioles during mitosis. Bar, 1 µm.
(E) Comparison of mitotic and interphase endosome isolation by floatation in a sucrose gradient labeled for γ−tubulin, Rab11, and GAPDH. Example of one experiment used in quantification of Figure 1E .
(F) Top, isolated mitotic endosomes were spun onto coverslips and tested for MT-nucleation after incubation with purified tubulin between 1 and 10 µM plus/minus nocodazole. Bottom, 50% of endosomes were associated with tubulin
(1 µM) and up to 100% associated at 10 µM tubulin. ~25% of mitotic endosomes incubated with 10 µM non-polymerized tubulin formed a MT-based structure (n=4 experiments, p-values depicted on graph). Bar, 10 µm.
(B) Endosome isolation by flotation from cells expressing Rab11(S25N) or
Rab11(Q70L) in a sucrose gradient were labeled for Rab11, Dynein, TfR, and GFP-FIP3. Representative blot for quantification in Figure 3E . Movie S3. GFP-FIP3 dynamics at mitotic spindle pole (Related to Figure 2 ).
Shown is time-lapse imaging of a single mitotic spindle pole from a single z-plane (frames taken every 100 ms). GFP-FIP3 vesicles are shown organized around the pole with a subpopulation of vesicles moving in and out from the pole (featured in Figure 2E ).
Movie S4. Rab11 is required for mitotic progression (Related to Figure 4 ).
Time lapse imaging comparing control (lamin siRNA) and Rab11-depleted cells stably expressing histone 2B RFP (H2B, red) going through mitosis. Control cells finish within 60 minutes, whereas Rab11-depleted cells are unable to exit mitosis as successfully (featured in figure 4A ).
